Abstract: RNA interference (RNAi) is a technique widely used for gene silencing in organisms and cultured cells, and depends on sequence homology between double-stranded RNA (dsRNA) and target mRNA molecules. Numerous cell-based genome-wide screens have successfully identified novel genes involved in various biological processes, including signal transduction, cell viability/death, and cell morphology. However, cell-based screens cannot address cellular processes such as development, behavior, and immunity. Drosophila and Caenorhabditis elegans are two model organisms whose whole bodies and individual body parts have been subjected to RNAi-based genome-wide screening. Moreover, Drosophila RNAi allows the manipulation of gene function in a spatiotemporal manner when it is implemented using the Gal4/UAS system. Using this inducible RNAi technique, various large-scale screens have been performed in Drosophila, demonstrating that the method is straightforward and valuable. However, accumulated results reveal that the results of RNAi-based screens have relatively high levels of error, such as false positives and negatives. Here, we review in vivo RNAi screens in Drosophila and the methods that could be used to remove ambiguity from screening results.
Introduction
The classical forward genetic approach is a powerful method for the elucidation of genetic and molecular mechanisms. However, this approach is limited to organisms with large numbers of progeny, OPEN ACCESS such as Escherichia coli, Saccharomyces cerevisiae, Schizosaccharomyces pombe, Caenorhabditis elegans, Danio rerio, and Drosophila melanogaster. Even in organisms in which forward genetics is possible, it is essential to develop straightforward and efficient screening methods to perform genome-wide screens, for example, saturation mutagenesis.
Recent breakthroughs, including the development of RNA interference (RNAi) [1] and the determination of whole genome sequences [2] [3] [4] [5] , have enabled us to perform genome-wide screens in various organisms. RNAi silencing of a specific target gene relies on the ability of small interfering RNAs (siRNAs), long double-stranded RNAs (dsRNAs), or short hairpin RNAs (shRNAs) to target mRNA molecules for degradation [6] [7] [8] . This technique has been widely and intensively applied in gene silencing experiments.
The advent of whole genome sequencing opened a new era in the field of biology. Complete genome sequences provide information about the organization and transcribed sequences of all genes in a genome. Based on this information, dsRNAs can be designed to efficiently and specifically reduce the expression of targeted genes. Once dsRNAs covering a whole set of genes have been synthesized, genome-wide screens equivalent to saturation mutagenesis can be implemented.
However, RNAi has two major problems; the delivery and/or expression of dsRNAs in target cells and erroneous results, such as false positives and negatives.
The mode of dsRNA delivery and expression in target cells is dependent on which cells or organisms are used. Mammalian and Drosophila cultured cells and model organisms, such as C. elegans and Drosophila, are intensively used in genome-wide screens. Delivery of dsRNAs into mammalian [9] and Drosophila cultured cells [10, 11] and C. elegans [12] [13] [14] [15] is relatively simple, but expression in the Drosophila organism is a labor-and time-intensive process, as injection of dsRNAs into embryos [16, 17] or generation of RNAi inducible Drosophila strains [18] [19] [20] [21] is required. To avoid the lengthy process of strain generation, three independent libraries of RNAi strains are either currently being, or have already been, generated and are commonly available [22] [23] [24] . The crossing of library strains with Gal4 driver strains [25] produces knockdown of specific genes in the resulting offspring.
False positives and negatives compromise RNAi-based screen results. In many instances, RNAi-based screens have produced results that were inconsistent with those of separate genome-wide screens, and false results were found to be the main cause of discrepancies between the results obtained by the two methods. False positives, where genes are unexpectedly silenced by dsRNAs, are caused by off-target effects (OTEs) and indirect effects by knockdown of general machineries, for example, general transcription machinery, whereas false negatives are mainly caused by the low silencing efficacies of specific dsRNA molecules. Several disambiguation methods have been proposed, and some have been implemented, for RNAi-based screens, which are described in detail later (Section 7).
In this review, we focus mainly on organism-based (hereafter referred to as in vivo) RNAi screens and experimental and computational disambiguation methods that could be used for check the results of these screens.
RNA Interference
Efficient silencing of gene expression by dsRNA was first discovered by Fire and Mello [1] . Subsequent studies revealed that injected or expressed long dsRNAs are fragmented into ~21 bp small interfering RNA molecules (siRNAs) by Dicer [26] [27] [28] [29] . The antisense strand of the siRNA serves as a template for the RNA-induced silencing complex (RISC) to recognize and cleave a complementary messenger RNA (mRNA), which is then rapidly degraded [30] .
However, long dsRNAs evoke the interferon response in mammalian cells, leading to non-specific mRNA degradation and global inhibition of protein translation, rather than to specific gene silencing [31, 32] . Therefore, siRNAs are used for RNAi-mediated gene silencing in mammalian cells [33] .
Micro RNA (miRNA), another small RNA that induces gene silencing, was found to control development in C. elegans [34, 35] . miRNAs are genome-encoded and transcribed as a single transcript that folds to form a stem-loop structure. These precursors are processed/cleaved by Drosha to leave double-stranded stem regions, which then mediate translational repression and/or degradation of target mRNAs [36, 37] . This miRNA biogenesis machinery is also utilized to generate siRNAs from transgenic constructs [38, 39] .
dsRNA-mediated gene silencing is a novel technique for performing genome-wide screens in organisms in which forward genetic approaches are not practical. Since RNAi-mediated methods are theoretically applicable for almost all organisms in which a dsRNA delivery and/or expression system is available, the pertinent question is how dsRNA can be delivered to, or expressed in, cells and organisms.
Delivery and/or Expression of dsRNAs in Target Cells
Drosophila S2 cells and C. elegans readily incorporate long dsRNAs into their cells. For Drosophila S2 cells, dsRNAs are supplied in the culture medium and are directly incorporated into the cells, where they destroy target RNAs [10, 11] . C. elegans can incorporate dsRNA by soaking in dsRNA solution [13, 14] or feeding on E. coli expressing the relevant molecule [12, 15] . Long dsRNAs are synthesized/expressed in vitro or in E. coli by bidirectional transcription from a DNA construct containing the coding region.
As described in Section 2, in mammalian cells, siRNAs are used to avoid the interferon response triggered by long dsRNAs. siRNAs are chemically synthesized or enzymatically prepared [40] , and then transfected into cells by conventional methods. However, their effects are transient in actively replicating cells, where the constant siRNA pool is continually diluted by cell division, which typically restricts the silencing effects to a period of less than two weeks. Consequently, repeated treatment with siRNA is necessary for sustained silencing; however, this sometimes seriously damages the cells. In addition, many mammalian cells are inaccessible to chemical or electrochemical methods of transfection. To overcome these limitations, another option, vector-mediated expression of hairpin type RNAs, was developed. Hairpin RNAs are transcribed from expression vectors as single stranded molecules that form a stem-loop structure. A loop connects the two complementary RNA fragments that create the double-stranded stem via base pairing. The dsRNAs in the stem regions are recognized and cleaved by Dicer and enter RISC as siRNAs. The vectors used for RNAi are based on viruses that infect mammalian cells, including adenovirus, adeno-associated virus, retroviruses and lentiviruses [41, 42] . The length of the double-stranded stems is 19 to 29 bp in mammalian cells, whereas it is usually longer (~100 to 500 bp) in Drosophila due to the lack of interferon response.
Compared with S2 cells, it is difficult to deliver dsRNAs into the Drosophila organism. Early Drosophila RNAi-mediated gene silencing experiments involved manual injections of dsRNAs into Drosophila embryos [16, 17] . Since manual injection is a labor-intense procedure requiring considerable technical expertise, no genome-wide screens have been performed using dsRNA-injection. To induce RNAi in Drosophila, libraries of fly strains bearing transgenes for expression of hairpin type RNAs have been established (Section 5). Since RNAi of essential genes is often lethal, regulation of hairpin RNA expression is required to maintain stable transgenic flies. In Drosophila, the Gal4/UAS (upstream activation sequence) system is commonly used to control gene expression [25] . Gal4/UAS dependent RNAi inducible strains are described in detail below (Section 5).
Genome-Wide RNAi in Drosophila Cultured Cells
There are several excellent reviews of cell-based genome-wide screens using RNAi [43] [44] [45] . However, we would like to briefly mention the unavoidable limitations of cell-based screens. Different cell lines express different sets of genes depending on their differentiation state and/or culture conditions, despite having the same genome. Therefore, the same screen can identify different subsets of genes depending on the cell lines used [46, 47] . Another limit is the difficulty in addressing biological processes that cannot be recapitulated in cultured cells; for example, development, behavior, and immunity. If such biological phenomena could be reduced to simple cell-based processes, genome-wide screens using cultured cells would be worthwhile. For example, when the signal pathway important for a biological process of interest is known, genes controlling that pathway can be screened in cultured cells.
Drosophila RNAi Libraries
In contrast to C. elegans, Drosophila does not incorporate dsRNAs by feeding. In Drosophila, therefore, dsRNA is expressed in target cells as hairpin RNA (Section 3) using the Gal4/UAS system ( Figure 1 ). The yeast Gal4 transcription factor binds to the UAS and activates expression of the downstream gene; theoretically, the gene downstream of the UAS is not expressed in the absence of Gal4. Consequently, a genetic cross between UAS-and Gal4-fly strains will induce expression of the gene downstream of the UAS. By placing genes expressing hairpin RNAs downstream of an UAS, RNAi is readily induced by genetic crossing. In addition, there are a large number of Gal4 strains in which the Gal4 gene is conditionally expressed, for example, in a specific tissue, or developmental stage, or under specific temperature conditions. Therefore, spatiotemporal patterns and levels of expression of hairpin RNAs are dependent on the Gal4 strain used.
Advantages
RNAi-based in vivo screening has advantages and disadvantages compared to conventional forward genetic methods. One of the advantages is the control that can be exercised over spatiotemporal gene silencing and knockdown efficiency by using an appropriate Gal4 strain. One large library of Gal4 strains is the NP collection, which was generated as a collection of enhancer trap strains, bearing an enhancerless Gal4 gene insertion [48] . The spatiotemporal expression patterns of these drivers are listed in the Drosophila Genetic Resource Center (DGRC) [49] , which facilitates the selection of appropriate Gal4 drivers for screens with different aims. The knockdown efficiency can be controlled by selecting the Gal4 drivers with different expression levels. The drivers expressing different levels of Gal4 in a similar expression pattern provide variable knockdown efficiencies in the same tissues. In addition, UAS strains are another factor influencing knockdown efficiency. Since P-element mediated transformation results in the random insertion of transgenes into the Drosophila genome, different strains carry the same transgene frequently inserted into different genomic loci, which can lead to variable levels of transcriptional activity. Thus, knockdown efficiency can be regulated by selecting the appropriate transgenic strain. Temperature and the amount of Dicer are other factors that control knockdown efficiency. Higher temperatures (up to 28 °C), and/or increased amounts of Dicer, enhance knockdown efficiency through their influences on Gal4 activity and siRNA production, respectively. Two major collections of Drosophila RNAi inducible strains have been generated independently by the National Institute of Genetics (NIG) [23] and the Vienna Drosophila RNAi center (VDRC) [22] ( Table 1) . These were essentially generated by the same methods but are distinct in many respects. Whereas the VDRC collection enables knockdown of 12,521 genes covering 88.2% of the Drosophila genome, the NIG collection enables the induced knockdown of 6,923 genes representing 48.8% of the genome. The lengths of dsRNAs in the VDRC and NIG collections are 300-400 bp and 500 bp, respectively. Since longer dsRNAs decrease target mRNA levels more efficiently than short ones, some genes, but not all, are more efficiently knocked down NIG strains than in VDRC strains [50] . As mentioned in the previous paragraph knockdown efficiency is also affected by where the UAS-hairpin interfering RNA (IR) transgene is inserted, as the location of the insertion site can affect hairpin RNA expression. Both VDRC and NIG collections provide more than one strain with the same gene inserted in a different location, which provides a choice of strains with different knockdown levels. 
Disadvantages
The disadvantages of RNAi-based in vivo screens are (1) erroneous results, such as false positives and negatives; and (2) variable gene silencing efficiency, depending on insertion sites; however, in some cases, variable gene silencing can be used advantageously, as described above. In some cases, false positives result from off-target effects (OTEs) caused by sequence similarities between dsRNAs and mRNAs, which leads to the silencing of untargeted genes. Since effective siRNA molecules are approximately 21 bases in length, of which a 19 base stretch is used for sequence matching, the sequence similarity of the 19 base fragments produced by long dsRNAs is a key factor in identifying off-target genes. In silico prediction of the OTEs of specific dsRNAs is provided on the dsCheck website [52] and the NIG and VDRC stock center websites ( [23] and [53] , respectively). Besides the original GD library, the VDRC collection also contains another set of RNAi strains, the KK library. dsRNAs in the KK library were designed to result in lower OTEs than the GD library. This is achieved by choosing target sequences that are highly specific to the targeted gene and that possess lower numbers of CAN repeats, which are common in the Drosophila genome [54] .
The other disadvantage is that it is difficult to determine whether the lack of a phenotype associated with the knockdown of a specific locus is a genuine negative result or whether it is due to a low efficiency of gene knockdown. False negative results are thought to be mainly the result of low levels of dsRNA expression caused by positional effect of the insertion site of the UAS-IR transgene.
Genome-Wide In Vivo RNAi in Drosophila
Drosophila in vivo RNAi techniques have been used to screen both the whole genome and subsets of genes. Published in vivo screens are listed in Table 2 . In addition, publications that employed the NIG RNAi library are summarized on the NIG website [55] . These screens are categorized into three classes. Class 1 encompasses screens that address questions that can only be addressed using in vivo studies, for example, questions about development, behavior, and immunity; Class 2 encompasses screens that address questions that can be answered by both in vitro and in vivo approaches; and Class 3 encompasses screens for genes that have been pre-identified by an in vitro screen and that require further validation by in vivo methods. In the following section, we briefly summarize in vivo screens that have been performed using Drosophila RNAi libraries. 
Class 1: Screens to Address Questions that Can only Be Investigated Using an In Vivo Approach
Cronin et al. assayed 10,689 different genes (78% of the Drosophila genome) that affect susceptibility to intestinal Serratia marcescens infection [56] . Of these, 8.3% (885 genes) were defined as hits; the majority (89.3%; 790 genes) were susceptibility candidates and 95 genes (10.7% of hits) were negative regulators. To determine whether the candidate genes functioned in the gut epithelium and/or in macrophage-like hemocytes, they performed tissue-specific knockdown experiments using different Gal4 drivers. Seventy-eight and 56 genes functioned were found to function only in the gut and hemocytes, respectively, and 79 functioned in both. Gene ontology (GO) enrichment analysis revealed a marked enhancement of genes associated with intracellular processes in the gut, such as endocytosis and exocytosis, proteolysis, vesicle-mediated transport, the stress response, immune system development, growth, stem cell division, and cell death. In hemocytes, genes involved in phagocytosis, including endocytosis, response to external stimuli, and vesicle trafficking, were enriched. They also performed analysis of the JAK-STAT pathway during S. marcescens infection and found that JAK-STAT signaling enhanced epithelial cell death, and positively regulated the compensatory proliferation of intestinal cells. In summary, more than 800 genes were identified, many of which were of unknown function, demonstrating that host defense may involve many processes not limited to the classical innate immune response pathways.
The t(8:21)(q22;q22) translocation, which produces the abnormal fusion protein AML1-ETO in humans, is associated with acute myeloid leukemia (AML). However, AML1-ETO alone is not sufficient to cause leukemia in mouse; secondary mutations are required before AML1-ETO-expressing cells become leukemogenic. To identify suppressors of AML1-ETO, Osman et al. chose to knockdown target genes in AML1-ETO-expressing cells using an in vivo RNAi strategy [57] . They screened UAS-IR transgenic lines, thereby targeting around 1,500 genes. Eight candidates were discovered. Among the candidates, they studied one gene, Drosophila calpainB, and mammalian calpains in detail, which revealed that they were required for AML1-ETO stabilization. This study suggests that Drosophila provides a promising, genetically tractable model to investigate the conserved basis of leukemogenesis.
Glycosylation has crucial regulatory roles in various biological processes. Yamamoto-Hino et al. performed a primary screened of 6923 UAS-IR strains for genes involved in the glycosylation of a neural glycoprotein and identified 171 candidates [58] . These were further validated by knockdown experiments, by using in silico analysis and a secondary set of UAS-IR strains that targeted regions distinct from those of the primary strains. To identify additional glycosylation genes, they performed searches for genes that interacted with those identified in the primary screen using the yeast two-hybrid database, BIOGRID, and the genetic interaction data listed in FlyBase. After validation experiments, a total of 109 genes were identified as glycosylation-related, 95 of which were newly assigned to this category. The gene functional groups obtained included glycosylation reactions, transcription, RNA regulation, translation, intracellular trafficking, cytoskeletal regulation, signal transduction, protein degradation, mitochondrial function, and other functions. Further analysis revealed that 17 of the identified genes were specific for Drosophila neural glycosylation. These data demonstrate that the use of interaction network databases and second target validation contributes to efficient screening and ultimately the production of conclusive results.
To identify melanotic tumor suppressor genes involved in blood cell homeostasis, Avet-Rochex et al. screened 1,341 genes (approximately 10% of all Drosophila genes) and validated the candidates obtained by re-screening independent secondary UAS-IR lines [59] . Finally, they identified 59 genes previously unlinked to blood cell development or function in Drosophila. The candidate genes were grouped into nine categories, namely protein synthesis, signaling, transcription, splicing, protein folding and stability, DNA replication/repair mitochondrial activity, membrane proteins targeting, and unknown function. The authors constructed an interaction network between the 59 genes using various databases (DroID, BioGrid, FlyBase), in addition to manual text-mining for each of the 59 genes and their mammalian or yeast orthologs. This approach allowed them to uncover several nodes of interaction among the genes, with 47 candidates linked to at least one other gene, suggesting that they function as complexes and/or in the same pathways.
Neely et al. screened 7,061 evolutionarily conserved genes for potential developmental and adult heart function defects [60] . They identified 498 loci that were classified into functional categories including signaling, ion transporter activity, metabolism and mitochondrial structure, development and morphogenesis, and transcriptional regulation. Among these, they confirmed that the CCR4-Not complex is involved in proper heart function in Drosophila and mice.
To identify novel genes regulating pain, Neely et al. tested 16,051 elav-Gal4 > UAS-IR combinations targeting 11,664 different Drosophila genes (82% of Drosophila genome) for their contribution to noxious temperature avoidance [61] . Positive hits were retested, and 622 specific transgenic UAS-IR strains, corresponding to 580 genes, were identified as candidate thermal nociception genes. Among these, the function of straightjacket, a member of the alpha2delta family of genes that function as subunits of voltage-gated calcium channels and control the function and development of synapses, was analyzed further. They also analyzed a mouse alpha2delta3 mutant model and showed that it also exhibited impaired behavioral heat pain sensitivity. These two mammalian studies by Neely et al. also indicated that Drosophila in vivo screens provide a promising system for investigation of regulatory systems conserved in metazoans.
Lesch et al. screened 142 genes to identify loci required for normal wound closure in Drosophila larval epidermis [62] . They identified two categories of candidate genes; the first comprised genes encoding components of stress-activated protein kinase (SAPK) signaling pathways, such as the canonical Jun kinase relay and associated transcription factors (11 genes in total), and the second comprised genes involved in actin cytoskeletal remodeling, including Rho-like GTPases and loci involved in phagocytosis (10 genes in total).
Schnorrer et al. screened 10,461 genes to find loci contributing to muscle morphogenesis and function [63] . Of these, targeting of 2,785 resulted in defects. The results of this study were systematically compared with those of previous studies to identify muscle genes that had either been identified by expression profiling or through chromatin immunoprecipitation of Mef2-binding sites in embryos. More than half of the muscle-expressed genes and almost half of the Mef2 targets were functionally validated in this screen. A total of 30 genes were positive in all three datasets and 13 of these had no functional assignment before this study.
Pospisilik et al. screened 10,489 genes using UAS-IR strains to identify candidate obesity genes, which resulted in the identification of 516 genes, 319 of which had human orthologs [64] . GO based pathway analysis for biological processes revealed enrichment of gene sets involved in cell fate determination, cellular protein metabolic processes, signal transduction, intracellular transport, and regulation of smoothened signaling. A network interaction assembly, based on the results of yeast-two-hybrid analysis, text-mining, and pathway database information analysis of Drosophila hits and their mammalian orthologs, revealed an interaction map that highlighted genes involved in development, nutrient transport, cell-cycle regulation, the proteasome, protein translation, and chromatin remodeling. The biological process "regulation of smoothened/Hedgehog signaling" was the top-scoring signal transduction pathway of all the annotated pathways in the primary screen. They further analyzed a fat-specific Sufu knockout mouse (Sufu is a potent endogenous inhibitor of Hedgehog signaling in mammals) and found that Hedgehog activation blocks white but not brown adipocyte differentiation in the mammalian model system. This mammalian study also revealed a signal conserved in metazoan obesity.
To identify genes that control the balance between neural stem cell (neuroblast) self-renewal and differentiation, Neumuller et al. screened 12,314 individual genes (VDRC GD) by examining whether knockdown of each caused abnormalities in number, size or shape, or intracellular GFP fused to CD8 (CD8-GFP) accumulation of neuroblasts, ganglion mother cells, or intermediate neural progenitors [65] . The quality of the result was evaluated by re-screening of a subset of the candidates using a second RNAi library, the KK library (described in Section 5). The authors concluded that the reproducibility of the candidate genes is 78.5%. The candidate genes were clustered using databases containing data obtained from two-hybrid screens, biochemical analysis, interlog, text-mining, and genetic interactions between Drosophila genes. Among the candidates, in addition to ribosome subunit genes, genes involved in splicing control and transcriptional elongation and chromatin remodeling were found to have important roles in neuroblast self-renewal and differentiation.
The distinct localization of membrane proteins with regard to cell polarity is crucial for the structure and function of various organs in multicellular organisms. To identify genes involved in the regulation of protein localization, Yano et al. performed a large-scale screen using a Drosophila RNAi library [66] . Drosophila photoreceptor cells have a morphologically distinct apico-basal polarity, along which Chaoptin (Chp), a glycosylphosphatidylinositol (GPI)-anchored membrane protein, and Na/K ATPase are localized to the apical and basolateral domains, respectively. By examining the subcellular localization of these proteins, they identified 106 genes whose knockdown resulted in their mislocalization. GO analysis revealed that the knockdown of proteasome components resulted in mislocalization of Chp to the basolateral plasma membrane, suggesting the direct or indirect involvement of the proteasome in the selective localization of Chp to the apical plasma membrane of Drosophila photoreceptor cells.
To find regulators of neural progenitor self-renewal, Carney et al. first performed microarray analysis to identify genes expressed in neuroblasts [67] . They further selected 595 genes that had available UAS-IR strains and mammalian orthologs. By performing a neuroblast-specific, RNAi-based functional screen, 84 genes were identified to be required for proper maintenance of neuroblast numbers. These genes are excellent candidates for regulating neural progenitor self-renewal in Drosophila and probably also in mammals.
Valakh et al. knocked down 2,970 genes by neuron-specific RNAi in a search for genes involved in the formation, growth, and maintenance of the neuromuscular junction (NMJ) [68] . Knockdown of 158 genes in post-mitotic neurons led to abnormalities in the neuromuscular system. Bioinformatics analysis demonstrated that genes with overlapping annotated functions were enriched within the hits for each phenotype, suggesting shared biological roles are important for this aspect of synaptic development. For example, genes for proteasome subunits and mitotic spindle organizers were enriched among those whose knockdown led to defects in synaptic apposition and NMJ stability. Their findings highlight the potential importance of proteasome function for active zone development and maintenance in the presynaptic compartment.
Class 2: Screens to Identify New Genes that Can Be Found by both In Vivo and In Vitro Experiments
Mummery-Widmer et al. screened 11,619 genes to find Notch regulators and identified six new loci involved in asymmetric cell division and 23 involved in the regulation of the Notch signaling pathway [69] . Further analysis of protein interaction data revealed that nuclear import pathways and the COP9 signallosome are important for Notch regulation.
A large-scale RNAi screen in Drosophila was performed to identify modifiers of the toxicity induced by expression of truncated Ataxin-3, which results in polyQ expression diseases. Vosfeldt et al. screened 6,930 genes for which a human ortholog could be identified in a Drosophila RNAi library [70] . When the resulting candidate genes were overlaid onto the meta-interaction network produced by Costello et al. [77] , a set of proteasomal proteins previously implicated in polyQ toxicity were found to be involved. The authors compared their data with those from P/EP-element-based screens for the polyQ-induced rough eye phenotype [78] , and RNAi screens for modifiers of polyQ aggregation, performed in cultured insect cells [79] and C. elegans [80] . However, a small overlap of candidates was found among them.
Among 1,215 UAS-IR strains, Llamusi et al. isolated 202 lines that showed modification of an eye phenotype induced by expression of CTG repeats [71] . To exclude eye-specific suppressors of CTG toxicity, the 202 lines were investigated for a wing phenotype also caused by expression of CTG repeats, which resulted in the identification of 34 modifiers.
Class 3: Screens to Find True Positives among Candidate Genes Identified in In Vitro Screens
Infection of Drosophila with pathogens is thought to lead to processing of the ligand of the Toll receptor, Spaetzle (Spz), by secreted serine proteases (SPs). However, knowledge of SPs acting upstream of Spz in regulating the Toll pathway is scarce. Kambris et al. screened 75 distinct Drosophila SP genes and identified five novel SPs [72] , including the Spz processing enzyme (SPE), which directly cleaves Spz [81] .
Saj et al. performed a cell-based RNAi screen of 14,200 genes (BKN library) [82] and identified 900 candidate Notch regulators [73] . Subsequently, they used a Drosophila RNAi library for in vivo validation of the candidates in wing and eye development and confirmed 333 of 501 tested genes as Notch regulators. By mapping the phenotypic attributes of their data onto an interaction network, they identified another 68 relevant genes and found several modules of unexpected Notch regulatory activity. A total of 401 Notch regulators were compared to two other data sets of Notch regulators; one was obtained by studying genetic interactions and mutant phenotypes (Flybase) [83] and the other was obtained from a whole genome in vivo RNAi screen focused on genes involved in external sensory organ formation. There was a very limited overlap between the three data sets, which most likely reflected the differences in the approaches used to generate them.
Port et al. performed a genome-wide RNAi screen to identify genes involved in the secretion of Wingless (Wg) [74] . For the primary screen, Drosophila S2R+ cell lines that stably expressed a Wg-Renilla luciferase (WgRluc) fusion protein or a secreted Renilla luciferase (sRluc) were established to assay specific defects in Wg secretion. A library of dsRNAs targeting more than 14,000 Drosophila genes was screened in the generated S2R+ cell lines and 387 were assigned as primary hits. Following pre-exclusion of genes with well-documented functions unrelated to protein secretion, 115 were re-screened for eye and wing phenotypes using a Drosophila RNAi library. A p24 protein, Éclair, and a protein termed Sorting nexin 3 (Snx3) were identified as hits in more than one assay.
To identify novel regulators of the Hedgehog (Hh) pathway among genes functioning in the UPS, Du et al. first selected 248 UPS genes from the Drosophila genome [75] . UAS-IR strains targeting 238 UPS genes were screened by examining adult wing blade phenotypes, the distribution patterns of full length Cubitus interruptus (CiFL), the transcription factors of the Hh pathway, and the expression of the dpp gene, a direct transcriptional target of Hh signaling, in the wing disc. Among these 238 genes, two novel loci (dUba3 and dUuc12) were found to be negative regulators of Hh signaling activity.
Aikin et al. screened ~21,000 dsRNAs using S2 cells transfected with the Hh gene fused to Renilla luciferase (Hh-Ren) in a search for regulators of cholesterol-modified Hedgehog secretion [76] . This identified 125 genes, which were then evaluated by secondary dsRNAs that did not overlap with those used in the primary screen. This led to the high confidence identification of 24 genes whose depletion significantly affected Hh-Ren secretion; 11 had previously been found in an RNAi screen for regulators of general protein secretion, while the others had no previously known role in secretion. Four genes (CG5964, CG8441, CG3305, and CG12693) were further analyzed using Drosophila UAS-IR strains.
The various applications of RNAi libraries mentioned above indicate that they are a useful and straightforward system for performing genetic screens and in vivo validation. In addition, mammalian studies of genes identified in Drosophila (by Osman, Pospisilik and Neely) exemplify the power of Drosophila in vivo RNAi screens for the discovery of pivotal pathways conserved among metazoa.
Erroneous Results and Possible Solutions
As demonstrated by the studies of Saj et al. [73] and others [46, 47, 70] , the results of similar screens may reveal a low level of overlap in the genes that are identified. This suggests that these large-scale RNAi screens lead to high numbers of both false positive and false negative results, although in some cases this may be due to differences in the approaches used for screening.
One potential source of false positives in RNAi-based screens comes from OTEs that occur when a dsRNA has homology to mRNAs that are not the intended target. Minimization of sequence similarities between dsRNAs and non-target mRNAs decreases the number of false positives; however, it does not entirely eliminate the problem. Thus, candidate gene validation is required following primary screens. There are two ways to evaluate candidate genes [84] . One approach involves using multiple dsRNAs for each gene identified as a hit in a primary screen. This is based on the fact that multiple dsRNAs homologous to different regions of a gene, but not to each other, are unlikely to affect the same non-target mRNAs; therefore, if more than one unrelated dsRNA targeting the same mRNA exhibits the same phenotype, it is likely that this is a genuine consequence of knockdown of the intended target mRNA, rather than an off-target effect. The other approach involves rescuing the dsRNA-induced phenotype by expression of a functional version of the target gene that is resistant to the dsRNA. Such transcripts, homologous to the target gene at the amino acid level but not at the nucleotide sequence level, may be found in other species. For these cross-species rescue experiments, a simple method to generate constructs has been developed [85] . Genomic clones for 11 different Drosophila species are now publicly available. These clones contain a unique loxP site that can accept a new DNA cassette via Cre/loxP-mediated recombination. Since the retrofitting vector for transgenesis also contains a loxP site, the genomic clones and retrofitting vector can be easily fused by Cre activity to generate rescue constructs for the generation of transgenic Drosophila strains.
False negatives in large-scale RNAi-based screens are mainly caused by the inefficient knockdown of specific target genes by particular RNAi reagents under the conditions used. A meta-analysis of several genome-wide, cell-based Drosophila RNAi screens suggested that the rate of false negative results is at least 8% [86] . To decrease false negative rates, three validation protocols have been proposed. The first approach is to decrease positional effect of the insertion site of the UAS-IR transgene, which sometimes causes low levels of dsRNA expression. PhiC integrase-mediated transformation, based on site-specific recombination between the attB and attP recognition sites, was developed to obtain transgenic strains in which transgenes are inserted into defined loci containing the attP sequence; these sites have been termed "landing sites" [87] [88] [89] [90] . Unlike P-element based vectors, the phiC-mediated transformation vector contains the attB site, which allows integration at pre-integrated attP sites in the Drosophila genome. Responsiveness to Gal4 was measured in strains with UAS inserted at different landing sites [91, 92] . Some landing sites inducing strong expression can be used to generate UAS-IR strains with fewer false negative results. Based on this information, a new RNAi library using the VALIUM vector [39] is being generated in a collaboration between NIG and Harvard University [24, 93] ( Table 1) . The second approach is to use multiple, independently screened dsRNAs per gene [86] . In principle, the use of multiple dsRNAs per gene should reduce the number of false negatives, as a single ineffective dsRNA would be compensated for by those that are effective. However, since simply increasing the number of dsRNAs will also result in higher false positive rates, careful consideration must be given to the disambiguation of inconsistent results obtained with multiple dsRNAs directed against the same target gene. The third approach is to re-screen a subset of genes enriched for potential positives [94, 95] ; this is similar to the approach proposed for generating comprehensive interactome maps. The information that is now available in gene and protein interaction maps has the potential to serve as a guide for identifying such subsets of genes. Protein interaction network data can be used to guide re-screening efforts to generate more comprehensive and accurate lists of genes involved in specific biological processes.
In Vivo RNAi in Mice
Mouse (Mus musculus) is a widely used mammalian model organism. Although mice can be bred easily in laboratories, it is difficult to handle the large number of strains (greater than 20,000) required for genome-wide screens. However, deliberate screening strategies and the use of pools of shRNAs targeting some or all genes in the mouse genome has enabled screening to be performed with less than 100 mice (Table 3) . Tumorigenesis has been studied extensively using in vivo RNAi screens [96] [97] [98] . In these experiments, pools of vectors expressing shRNAs targeting approximately 300 to 1,000 selected genes were transfected into hepatocytes or hematopoietic stem cells from tumor model mice, which were then transplanted into recipient mice. After tumors were formed from the transplanted cells, the shRNA-expressing vectors were recovered and shRNAs that affected tumor development were identified by determining those that were under or overrepresented compared to an untransfected pool of shRNA-expressing vectors. Enriched and depleted shRNAs were then subjected to further validation experiments and functional analyses. genes involved in epidermal growth >77,000 [101] Interestingly, Maecham et al. performed an in vitro RNAi screen by culturing transfected lymphoma cells in culture dishes in parallel with an in vivo screen by injecting the lymphoma cells to mice and found that the set of shRNAs that had effects on lymphoma cell proliferation in vitro was largely different to the set that had effects on palpable lymphoma development in vivo [98] . This result suggests that an in vivo screen is necessary to identify sets of genes that affect tumor growth under physiologically relevant conditions. Direct transfection of transposable elements expressing shRNAs was used to search for genes involved in liver regeneration [99] . Pools of 631 selected shRNAs were introduced into mouse liver cells and then the livers were damaged by carbon tetrachloride treatment. Genomic DNA was isolated from dissected regenerated livers and deep sequencing was performed to quantify shRNA abundance. The enriched shRNAs were then validated and analyzed further.
Recently, a large-scale screen and a genome-wide screen were performed to identify mouse genes involved in viral replication [100] and embryonic epidermal growth [101] , respectively. For the viral replication study, Varble et al. generated libraries of viruses expressing more than 10,000 shRNAs and examined their replication abilities in mice. For the epidermal cell growth study, Beronja et al.
transfected a library of viruses expressing more than 77,000 shRNAs, which targeted 15,991 mouse genes, into embryonic epidermis and then identified enriched and depleted shRNAs by comparing their abundances in the initial pools and the pools collected from epidermal cells. In both cases, differentially expressed shRNAs were validated and analyzed further.
Although large-scale in vivo RNAi screens were developed recently, these methods depend on the detection of changes in shRNA abundance; therefore, a large-scale screen cannot be applied to the study of more complex biological processes, such as development and behavior. However, improvement of screening strategies will enable the application of in vivo RNAi screens to investigations of various biological events in mammals.
Conclusions
Since RNAi was discovered, the phenomenon has been applied to various biological fields as a tool for gene silencing. In the beginning, this was mainly performed in cultured cells and C. elegans. When RNAi was combined with the Gal4/UAS system in Drosophila, it allowed RNAi to be induced in a spatiotemporal manner. Using this inducible RNAi technique, large-scale screens for various biological processes have been performed successfully in Drosophila, proving that this RNAi-based in vivo screen is straightforward and valuable. However, screening results to date have revealed that RNAi-based screens have relatively high levels of false positives and negatives. To disambiguate the screening results, experimental and computational analyses have been proposed. Such improvements will increase the accuracy of RNAi-based screen results.
